Clinical manifestations between hepatocellular carcinoma (HCC) and extra-hepatic primary malignancy (EHPM) are lack of large-scale study. We enrolled 14555 HCC patients between 1986 and 2013 retrospectively. The EHPM was classified as prior, synchronous and metachronous group based on before, within and after 6 months of HCC diagnosis, respectively. The incidence rate of EHPM is 3.91% (95% confidence interval [CI]: 3.60-4.23%). Urogenital cancers, kidney and bladder, were at unexpected higher ranks. Older in age, Child-Pugh A cirrhosis, negativity of HBsAg and anti-HCV, and earlier BCLC staging are independent factors associated with EHPM. The survival rates of EHPM improve over time and also better than HCC-alone. Cox proportional-hazards regression shows independent poor prognostic factors are age >60, male, AFP levels ≥400 ng/ml, positivity of HBsAg, Child-Pugh B vs. A, Non-metachronous group, respectively, treated with local ablation, transcatheter arterial embolization, radiotherapy and supportive care vs. surgery, respectively, TNM stage IIIA vs. I, and BCLC stages A, B, C and D vs. 0, respectively. Survival of EHPM improve could be explained by early diagnosis and improve treatment of cancers.
showed no significantly difference 8, 10, 12, 13, 16 , whereas a study that enrolled patients who receiving curative hepatectomy had better survival in EHPM group 17 . However, the majority of the studies showed no significant difference in clinical variables and survival rates.
Many heterogeneity factors existed in previous EHPM studies, such as difference in diagnostic time, different study designs and vary common cancer sites of EHPM. The associated factors and survival rates of EHPM were also difficult to make conclusion from these studies due to relative small scale of sample size. Until now, there was no large hospital-based study to investigate the incidence, risk factors, prognosis and survival of EHPM. A recent nationwide study in Taiwan had enrolled a large scale population into the study to investigate the risk of second primary cancers associated with HCC 20 . However, the data which obtained from the National Health Insurance Research database of Taiwan was lack of clinical manifestation, laboratory data, image and pathological information. In addition, the associated factors, secular change and survival rates of EHPM were not further analyzed. The aim of the study was to analyze the incidence, clinical manifestations, prognosis and survival of EHPM based on HCC patients in our hospital.
Patients and Methods
Between 1986 and 2013, a total of 14555 patients diagnosed as HCC in Kaohsiung Chang Gung Memorial hospital were enrolled into the study.
Diagnosis of HCC.
We setup HCC database since 2003, the diagnostic criteria between 1986 and 2004 was based on the guidelines of European Association of the Study of the Liver (EASL) that published in 2001 21 . The diagnostic criteria of HCC were arbitrarily classified as criterion 1 indicated diagnosis of HCC verified by either pathology or cytology (n = 3506, 24.1%). Criterion 2 was AFP level > 400 ng/ml plus at least one image study showing a typical HCC image (n = 2599, 17.9%). Criterion 3 was initially did not fit criteria 1 or 2, but did fit either criteria 1 or 2 during the follow-up period (n = 269, 1.8%). Criterion 4 was based on typical image studies but did not fit criteria 1 to 3 (n = 2298, 15.8%). The diagnostic criteria were updated based on practice guidelines of American Association for the Study of Liver Disease (AASLD) after 2005 22 . Between 2005 and 2013, criterion 1 was verified by either pathology or cytology (n = 3343, 23.0%). Criterion 2 was cirrhotic background, tumor size 1-2 cm, and two typical dynamic image studies (n = 258, 1.8%). Criterion 3 was cirrhosis, tumor size > 2 cm and one typical image (n = 2234, 15.3%). Criterion 4 was cirrhosis, tumor size > 2 cm, and one typical image plus AFP level > 200 ng/ml (n = 48, 0.3%).
Diagnosis and classifications of EHPM.
All patients were reviewed retrospectively for diagnosis of second primary cancer. The diagnosis of cancer was confirmed by practice guideline. The definition was the tumor has definite diagnosis of malignancy, the tumor must be histological distinct and the possibility of metastasis of the other must be excluded 23 . The EHPM was classified to subgroups as prior, synchronous and metachronous group based on before, within and after 6 months of HCC diagnosis, respectively.
Methods
HCC staging system for analysis included 7th edition tumor-node-metastasis (TNM) 24 and Barcelona Clinic Liver Cancer (BCLC) staging systems 25 . Initial treatment modalities included liver transplantation, surgical resection, percutaneous local ablation, transcatheter arterial embolization (TAE), radiotherapy, systemic chemotherapy, supportive care and etc. All patients were followed-up until death, loss follow-up or the end of May 2014. The underlying cause of death was classified according to the death certificate data. The study protocol was approved by the Institutional Review Board of Chang Gung Memorial Hospital, Taiwan.
The incidence rates, clinical characteristic, risk factors and survival rates over time between EHPM and HCC were compared. We further matching sex and age to analyze the clinical manifestation and risk factors of EHPM Statistical analysis. Cumulative survival rates were analyzed by the Kaplan-Meier curves, and the differences between survival curves and linear trends in groups and subgroups were statistically compared by log-rank test. We analyzed the survival rates after excluding patients who survived less than 6 months, to avoid the influence of metachronous group that was defined as at least 6 months after HCC diagnosis. The χ 2 analysis, Fisher's exact test, and Student's t test were used for statistical evaluation, as appropriate. A value of P < 0.05 was considered statistically significant. Statistical analysis was performed using SPSS 17 for Windows (SPSS Inc., Chicago, IL, USA) and SigmaStat ® 3.1. Survival curves were constructed using SigmaPlot ® 9.0. Secular trends in incidence of EHPM based on annual data were tested with a simple log-linear regression model. The model estimates the average annual per cent change (AAPC) in rates with time periods. A two-tailed test of statistical significance was applied to the AAPC 26 . We analyzed the effects of chronological age, time period on incidence trends in EHPM. Cases were grouped into 5-year age groups. To obtain the effects of age, period and cohort on breast cancer incidence, models were fitted on the assumption that the number of cases constituted a variable with a Poisson distribution.
Results
A total of 570 cases were diagnosed as EHPM, overall incidence rates are 3.91% (95% confidence interval [CI]:3.60-4.23%). Table 1 shows age-specific incidence rates of EHPM between 1986 and 2013. Table 2 shows age-specific AAPC for 1986-2013. The overall age-standardized incidence increased annually by 4.9% during the study period. The incidence rates increased significantly in age period 45-49, 50-54, 55-59 and 60-64. The cancer sites of EHPM based on diagnostic time were listed in Table 3 . Overall, the six most common EHPM cancer sites were colon, kidney, bladder, oropharynx, lung and gastric cancers. There were 240 (1.65%), 149 (1.02%) and 181 (1.24%) cases in prior, synchronous and metachronous group, respectively. By gender, the six most common male cancer sites were oropharynx (n = 61), colon (n = 56), bladder (n = 51), kidney (n = 42), gastric (n = 39) and lung Scientific RepoRts | 6:30156 | DOI: 10.1038/srep30156 cancers (n = 38). The six most common female cancers site were kidney (n = 32), colon (n = 25), breast (n = 24), cervix (n = 19), bladder (n = 16) and lung cancers (n = 9).
Factors associated with extra-hepatic primary malignancy. Table 4 shows univariate analysis of clinical manifestation between EHPM and HCC-alone groups. In EHPM group, there were older in age, female predominant, lower rates of elevated AST and ALT levels, AFP level ≥ 400 ng/ml, and positivity of HBsAg, higher rates of Child-Pugh A, albumin levels ≥ 3.5 g/dl, bilirubin levels < 2 mg/dl, and earlier stage of TNM (stage I) and BCLC staging (stage A) (all p < 0.05). For initial treatment of HCC, EHPM group had higher rates of receiving curative treatment, including surgery and local ablation, and lower rates of supportive treatment (p < 0.001). After matching with age and sex, there were still almost same significant factors between two groups, except initial treatment of HCC (p = 0.083). Table 5 shows multivariate analysis to identify the independent factors associated with EHPM. The results showed that age > 60 (odds ratio [OR], 1.74; 95% CI, 1.43-2.10), AST level < 40 IU/L (1.32; 1.08-1.61), Child-Pugh A (1.43; 1.14-1.80), AFP < 400 ng/ml (1.38; 1.11- Survival rates of extra-hepatic primary malignancy and its associated factors. Figure 1 shows the survival rates of HCC, EHPM and its subgroups. Overall, the survival rate of EHPM group is better than The survival rates of metachronous group was better than prior, synchronous and HCC-alone groups (all p < 0.001). The survival rates of prior (p < 0.001) and synchronous (p = 0.011) groups were better than HCC-alone group. The median survival time of metachronous, prior, synchronous and HCC-alone groups, was 4.74, 2.14, 1.54, and 0.83 years, respectively, with a decreasing linear trend (p < 0.001). After excluding patients that survived less than 6 months, the survival rates of metachronous group better than prior, synchronous and HCC-alone groups (all p < 0.001), with a significant decreasing linear trends (p < 0.001). Table 6 shows Cox proportional-hazards regression for survival. For patients who survive more than 6 months, the independent factors associated with poorer HCC survival are age > 60 (hazard ratio [ 
Discussion
To our knowledge, the current study is the largest hospital-based study for EHPM over a 27-year period. EHPM incidence rate of the study is 3.91% (95% CI: 3.60-4.23%). Overall incidence rates of previous studies, which mostly enrolled all three subgroups of EHPM, were 2.1~25.7% [4] [5] [6] [7] [8] [9] [10] [11] [12] [13] [14] [15] [16] [17] [18] [19] . Some limitations and potential bias exist in our study. Since the study was using medical records between 1986 and 2013 retrospectively, detection sensitivity of EHPM should be different among the study periods due to advance of imaging modalities. For diagnosis of HCC, diagnostic criteria was also different among study period 1986-2004 and 2005-2013 based on EASL 21 and AASLD 22 practice guidelines, respectively. Detection sensitivity should be improved due to advance of imaging modalities. The increasing incidence of EHPM over time might be possibly related to advance of modalities. Therefore, the important diagnostic methods were different among the study periods, diagnostic sensitivity and specificity was not consistent between 1986 and 2013.
Some cancer sites had relative higher percentage (> 40%) among subgroups of EHPM (Table 3) . Among three EHPM subgroups, prior group has the highest percentage (42.1%), the result is consistent with the majority of previous studies 8, 9, [13] [14] [15] 17, 19 . In prior group, higher percentage cancers sites that including cervical, breast, prostate and oropharyngeal cancers are low mortality to incidence ratio that represented lower fatality rates 27 . These cancers survivors had higher chances to suffer from HCC. In synchronous group, esophageal and biliary tract cancers had relative higher percentage. Kalaitzakis et al. reported cirrhotic patients, that common in our study population, had higher risk in these two cancers 28 . Among patients with esophageal cancer, 8 of 9 (89%) were heavy alcohol users which share common risk factors 29 . Among patients with biliary tract cancer, 4 of 7 cases (57%) were combined intrahepatic cholangiocarcinoma and HCC were diagnosed pathologically after tumor resection. Such rare combined cholangiocarcinoma and HCC possibly had been underestimated due to miss-diagnosis by image study in patients without tumor resection or liver transplantation 30 . In metachronous group, lung cancer presented with higher percentage with HCC, aging might play an important role.
Some differences in common cancer sites exist between eastern and western countries. For examples, the common EHPM in eastern countries were colon 3, [6] [7] [8] 11, 16, 17 , gastric 5, 8, 13, 15 and lung 3, 16 cancers. In contrast, the common EHPM in western countries were lung 10 , lymphoproliferative 9 , renal cell carcinoma 4 and prostate 10, 12 cancers, as well as colon cancer 9, 10, 12, 14, 19 . Variation of geography and ethnic might be possible causes of the different distribution of EHPM, as well as higher-rank cancers. Some cancer sites of our study was similar with general population in Taiwan 31 , such as colon, lung, gastric and oropharyngeal cancers that are ranking as higher-order incident
Variable (%) EHPM (n = 570) (%)
Sex-and age-matched HCCalone group (1:4) (n = 2280) (%) HCC-alone group (n = 13985) cancers. However, bladder and kidney cancers in EHPM, that ranked third and fourth in male, and ranked first and fifth in female, respectively, were not the top 10 cancer in Taiwan   31 . Although some previous studies reported that these two cancers were relative higher-order EHPM 4, 8, 12, 15, 19 , majority of these studies were at western countries that higher rank of these two cancers and relative small sample size to make a conclusion. Urogenital cancers of our study, kidney and bladder, were at unexpected higher ranks. The reasons for the higher rank of kidney and bladder cancers in our study are still unclear, the possible etiologies might be possible sharing same common factors (such as tobacco use, alcohol intake, and obesity), genetic predisposition, environmental factors, host effects, and interactions between these factors 32 . However, further investigation was needed to clarify this issue. The current large scale hospital-based study has provided more convincing evidence in the clinical manifestations and survival rates of EHPM. Our study could give a more significant statistical power, and avoid the insignificant difference that related to the insufficient power. However, the study population still could not represent the geographic variation and ethnical difference of EHPM, because the patients were from the same medical center.
Mean age was older in EHPM group and the result was consistent with previous studies 8, 10, 20 , whereas some studies showed no significant difference 9, 14, 16, 17 . Apparently, aging itself is an important risk factor of cancers incidence, the risk was definitely increased for those patients who were live longer. Higher rates of female patients in EHPM group might be related to lower rates in positivity of HBsAg and different distributions of cancer sites in these patients. Some studies showed no significant difference in gender 9, 13, 14, 16, 17 . In comparison of liver functions, our EHPM patients have better liver functions reserve such as higher rates in Child-Pugh class A and higher albumin levels, and lower AST and ALT levels that reflected less hepatitis activity. Several previous reports showed that no significant difference in liver functions in cirrhosis 9, 13, 14, 17 , ALT 13,14 and prothrombin time 13, 14 , whereas some other studies showed lower rates of cirrhosis 8, 11 and lower AST levels 14 in EHPM group.
Variable
All patients (n = 5180) EHPM and four times sex-and age-matched HCCalone cases (n = 1485) The prevalence rate of hepatitis B virus (HBV) and C (HCV) infections were lower in EHPM group. Majority of the prior studies have been demonstrated no difference in HBV 9, 13, 14, 17 and HCV 9,13,14 infections. Onitsuka et al. showed that there was a lower rate of HBV 11 infection in EHPM group. As we knew, HBV infection has been one of the poor prognostic factors for survival 33 . Higher AFP levels also implicated an important poor prognostic survival predictor 33 . Although there were no significant difference 9, 13, 14 of AFP levels between both groups in some previous studies, our study showed lower rates of high AFP levels reflected less tumor invasive behavior of underlying HCC. Our EHPM patients have higher rates of earlier BCLC stage and higher chances to receive potential curative treatments such as surgery, so survival rates were higher. A previous study showed that no difference in BCLC staging between two groups but with a small case number were included 14 . The BCLC staging system offers prognostic prediction and treatment allocations for different HCC stages. The treatment schedules allocated for HCC patients demonstrated survival benefit in our previous study 34 . Survival rates of EHPM improved especially after year 2003, these might be related to the improve survival of the both HCC and EHPM because of earlier cancers detection and improve cancers treatment over time. Furthermore, prognosis and survival of different cancers site might also influence EHPM survival. Therefore, the existent of EHPM should be an important issue for HCC survivors in the future.
Some studies showed no significant difference of survival between EHPM and HCC-alone groups 8, 10, 12, 13, 16 . Individual subgroups in the study showed that metachronous group benefit from better survival than all other subgroups after adjusting the bias and was also independent factor associated with higher survival rates. This might be explained that majority of patients in metachronous group were less severe HCC disease status.
There were different definitions and duration of diagnostic time of EHPM in previous studies. Majority of the studies defined prior, synchronous and metachronous groups with different duration that ranging from three months to one year. In addition, most of the studies did not separate the EHPM patients into subgroups due to relative small scale of cases. One study that compared the survival rate between prior combined metachronous and synchronous group 17 , the result showed the former survival was better. Survivals of these patients were mostly attributed by HCC related death 7, 10, 12 . As we knew, HCC was associated with significant high mortality to incidence ratio with a high fatality rate and poorer survival rates 27 . The presence of EHPM should be less impact in the mortality.
The factors associated with HCC survival were similar to our previous study. Young age, female, better liver functions reserve, less advanced TNM and BCLC stages, and received curative treatment with surgery were independent factors with better survival [33] [34] [35] . Some limitations have been demonstrated in this study, some missing variables, co-morbidity disease, life style, occupational exposure and personal history such as tobacco use, alcohol consumption, or betel nut were not available in this retrospective study. Case-control study and design might be needed to further clarify the etiologies of EHPM.
In conclusion, EHPM patients were associated with less severe in both liver functions reserve and HCC tumor status. These patients have been benefit from better survival rates, these might be related to early diagnosis and improving treatment of HCC.
